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A study of some factors influencing the stimulative action of zinc 
sulphate on the growth of Aspergillus niger. Il. A com- 
parison of two strains of the fungus. 


R. A. STEINBERG 


(WITH PLATE I AND FOUR TEXT FIGURES) 


It will be apparent to those concerning themselves with the 
“‘stimulative’’ action of zinc sulphate on the growth of Asper- 
gillus niger that marked discrepancies exist between the results 
reported by different investigators. These variations are most 
apparent in the yields (dry-weight per 50 c.c. of nutrient solution) 
obtained in the apparent absence of zinc, the maximum yield in 
the presence of the optimum concentration of zinc, and the mini- 
mum concentration of zinc necessary for the maximum yield. 

Discussion of the variations apparent in the results reported 


will be confined to the following tabulation of the minimum con- 


centration of zinc for maximum growth, as given by various auth- 
ors: 


The differences are evidently too large to be laid to experimental 
errors. 

The experiments taken up in this paper are concerned with 
observations made on two strains of Aspergillus niger over a 


(The BULLETIN for December (45: 477~519) was issued December 23, 1918.] 
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period of somewhat more than six months. The evidence, though 
fragmentary, since many of the experiments had other purposes 
in view than that for which they are here utilized, is sufficiently 
full to be of value in indicating some of the factors responsible 
for the variations noted above.* 

From cultures used in previous studies (labelled as originally 
from the Internationalstelle fiir Pilz~-Kulturen, Amsterdam”’), two 
one-spore strains were isolated in the following manner: 

A series of platings and transfers to agar (1 per cent. each of 
peptone, sucrose and agar) indicated that the cultures could be 
divided microscopically into two groups based on the relative 
abundance of yellow pigment in the hyphae. Two tubes were 
selected, one showing no yellow pigment and the other the maxi- 
mum amount of yellow pigment; these served as the source 
material for the isolation of two one-spore strains. 

Single drops of an agar dilution of the spores from these cul- 
tures were placed on sterile cover-glasses, and the cover-glasses 
inverted on Van Tieghem slides. These were placed in the thermo- 
stat at 30-31° C. After twenty-four hours the slides were exam- 
ined (Leitz: 4 ocular, 8 objective) and only those retained in which 
but one conidium, and this germinated, could be seen. The bit 
of agar containing this single germinated spore was at once trans- 
ferred from the coverglass to an agar slant. In another twenty- 
four hours these transfers had fruited and were again immediately 
transferred. Great care was taken in making this transfer not to 
touch the substratum but only the tops of the conidiophores. 
The cultures thus finally obtained are assumed to be one-spore 
cultures. They will be referred to as the W and Y strains, re- 
spectively. The presence of yellow pigment is more conspicuous 
in the latter. 

The second transfer was considered advisable as a check on 
the possible presence of other conidia (ungerminated) overlooked 
in the microscopic examination made after the first twenty-four 
hours. Since a mycelium arising from a conidium does not fruit 
within twenty-four hours, any ungerminated conidium accident- 


* In view of the results obtained by me, some of the experiments should be re- 
peated and elaborated, but since this work has been indefinitely interrupted as a 
result of my being drafted into the army, I am publishing the data as they stand. 
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ally overlooked will not as yet have had time, even if it did de- 
velop, to have resulted in spore formation at the time of the sec- 
ond transfer. 

The two strains thus isolated were kept on agar slants, of the 
composition given above, in the thermostat, at 30-31° C. Sub- 
cultures for the inoculation of the flasks (containing Pfeffer solu- 
tion) were made on bread and were also kept in the thermostat 
at 30-31° C. The agar stock cultures were carried in duplicate, 
transfers being at irregular intervals. A duplicate stock culture 
once having been used either for the preparation of new stock 
cultures or of a bread culture was placed aside as unfit for further 
use. The practice was also made of preserving a single dupli- 
cate stock culture, unused, from each transfer. 

The methods used in the experiments described below have 
already been given in detail in a previous publication (6). I may 
note briefly that all cultures were kept at 30-31° C., and that 
150 c.c. pyrex Erlenmeyers were used. The Pfeffer nutrient solu- 
tion was made up with water redistilled through glass, ‘‘Crystal 
Domino” cane-sugar, and Merck’s “ Reagent’? NH,NO; and 
MgSQ,.—7H.O; the other compounds being the Baker “‘ Analyzed.”’ 
In one or two instances, in which Kahlbaum’s ‘‘Zur Anal.” 
MgSQ,.-7H.O was used, this fact is noted. Each culture in the 
pyrex flasks contained 50 c.c. of Pfeffer solution, the dry-weight 
or yield representing therefore the amount of tissue formed by 
the organism in such a culture. Inoculations at all times were 
from bread cultures. The period of growth of the cultures was 
in each case seven days. ; 

The existence of quantitative differences between the two 


strains was quite clearly indicated in the very first experiment 
(Exp. I).* 


Ww 


The yield of the W strain is less than half that of the Y strain in 
the apparent absence of zinc, whereas it is slightly greater than 
that of the Y strain in the presence of 0.1 mg. Zn/L. 


* The detailed data for each experiment are given in the Appendix. 
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The next experiment (Exp. II) gave the following results. 


Y 
0.317 gram 0.480 gram 


On the assumption that both strains could, even in the presence 
of the optimum concentration of zinc, produce not more than one 
gram of tissue, it is evident that a higher concentration of zinc 
would be necessary in the case of the W than of the Y strain in 
order to obtain the maximum yield. 

The determination of the minimum concentrations of zinc 
required for the maximum production of tissue was made in quite 
a simple manner. An experiment was first performed in which 
zinc in widely different concentrations was used and the values 
desired thus located approximately as being between two of these 
concentrations. The next experiment was with concentrations be- 
tween these limiting values and differing amongst themselves by 
amounts of 0.01 mg. Zn/L. 

The first experiment which served for the approximate loca- 
tion of the zinc optima is here summarized (Exp. III). 


Ww 
0.217 gram 0.302 gram 


These values are shown plotted in Text Fic. 1. The minimum 
concentration of zinc capable of bringing about maximum growth 
is, we note, approximately 0.1 mg. Zn/L for the W strain and about 
0.05 mg. Zn/L for the Y strain. We observe, in addition, that 
the maximum yield of the former is slightly the greater. 

The more accurate location of the values sought was attempted 
in a series of cultures differing in zinc content by 0.01 mg. Zn/L 
(Exp. IV). 


| 
0.0 mg. Zn/L 0.119 gram 0.0 «mg. Zn/L 0.343 gram 
0.07 0.805 0.02 0.844 “ 
0.08 0.900 0.03 <i 0.803 
0.09 0.940 0.04 0.806 “ 


0.10 0.825 “ 4 
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Reference to figures given for Exps. III and IV indicates that 
the yield concentration curves intersect in both cases at approxi- 
mately 0.075 mg. Zn/L. With this concentration the yields with 
both strains under the conditions employed should be identical 
and equal to about 0.85 gram. 


10 


Grams Nield 


06 08 1.0 
Milligrams Zinc per Liter 
Fic. 1. For explanation see text. 


The number of concentrations employed was evidently not suf- 
ficient to establish the precise location of the minimum zinc con- 
centration producing the maximum yield, more particularly in 
the case of the Y strain; and, furthermore, a comparison of the 
yields obtained in this experiment with those obtained in the pre- 
viously cited experiments shows that the organisms are not re- 
acting uniformly to what are intended to be identical cultural 
conditions. This is brought out more conspicuously if we include 
in our consideration the results obtained several months later 
(Exps. VIII and IX). 


Ww 
0.136 gram 0.205 gram 
1.0 0.915 0.859 
25.0 0.945 0.754 “ 


For these experiments also the yields have been plotted against 
zinc concentrations (TEXT FIG. 2). 


ttt 
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On comparing the results obtained in this experiment with 
those of the preceding, we become aware of a curious phenom- 
enon—the action of suboptimal zinc concentrations on the growth 
has become less effective. Whereas in Exp. II the addition of 


++ 


+ 
TTT 


+t 


+ 


GRAMS YieELo 


+ 
+ 


16 18 
MILLIGRAMS ZINC PER LITER 


Fic. 2. For explanation see text. 


0.01 mg. Zn/L to the cultures resulted in yields of 0.565 gram and 
0.781 gram for the W and Y strains respectively, in Exps. VIII 
and IX the corresponding yields were only 0.287 gram and 0.283 
gram. Even with apparently zinc-free cultures the same change 
had taken place. In the earlier experiment just mentioned the 
yields in the apparent absence of zinc were 0.317 gram and 0.480 
gram for the W and Y strains respectively; while now they are 
0.136 gram and 0.205 gram. It would seem that for suboptimal 
zinc concentrations (or more precisely, concentrations below 0.1 
mg. Zn/L), the initial differences between the W and Y strains 
with respect to the extent of growth have largely disappeared. 
The validity of this assumption will, however, again be discussed. 
Finally, after culturing for thirty-one weeks on the peptone- 
sucrose agar, the tenth generation transfers of the two strains re- 
sulted in the following yields when inoculated into the flasks con- 
taining as usual each 50 c.c. of Pfeffer solution (Exp. XVIII). 


Ww Y 


++ $+ tttt tt 
| 
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Ww 


The minimum concentrations of zinc necessary for the forma- 
tion of maximum dry-weight is for the W strain probably greater, 
in this case, than 0.1 mg. Zn/L, and for the Y strain, approximately 
0.06 mg. Zn/L. The yields in the absence of zinc are a trifle higher 
than in Exes. VII] and IX. In the presence of 0.01 mg. Zn/L the 
vield of the W strain is identical in Exps. VIII and XVIII; whereas 
the yield of the Y strain, though 0.283 gram in the preceding ex- 
periment, is in the present trial 0.440 gram. 

Many of the cultures in Exp. XVIII were photographed and 


Grams Yield 


0.01 0.02 0.03 0.04 O05 0,06 0.07 0,08 0,09 0.10 


Milligrams Line per Liter 


Fic. 3. For explanation see text. 


are reproduced in PLATE 1. In TExT FIG. 3 the yields are shown 
plotted against the zinc concentrations. 

To facilitate a survey of the changes in the yields obtained 
under supposedly identical conditions as these experiments pro- 
gressed, the yields in ‘‘zinc-free’’ media for the entire period are 
summarized in the following table: 

Both strains, it will be noted, showed a rapid decrease in re- 
spect to their capacity for growth in the Pfeffer solution. The 
two strains, nevertheless, are distinct in that the W always forms 
a smaller amount of tissue than the Y strain. The fact that a 
decrease in the capacity for growth has indeed taken place will 


. 
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Weeks since isolation | Number of transfers Ww } Y 


| 
I Original 0.237 gram 0.546 gram 
3 I 0.317 0.480 
5 2 0.302 
9 3 * (| 
10 3 0.276 
19 5 0.240 “* 
20 6 0.136 
22 6 _ 0.205 “ 
23 7 0.1236 
24 7 om | 
25 7 i 0.218 “ 
27 8 — 
28 9 ome * | 0232 “ 
29 10 0.085 “| 0.376 
30 10 0.130 | 0.3267 
31 10 0.177. 0.222 


become more evident, in spite of the confusing experimental vari- 
ations, on reference to the effect of constant amounts of zinc on 
the growth at different periods of time. Summarizing the yields 
obtained for the entire period with concentrations of 0.01 and 
0.10 mg. Zn/L we find: 


o.or mg. Zn/L o.10 mg. Zn/L 


Weeks since Number of 

isolation transfers w w 
I | Original 0.903 g. g. 

3 I 0.565 g. 0.781 g. _ — 
5 2 0.877 0.805 

8 3 — 0.825 — 

20 6 0.851 “ 
22 6 0.283 0.823 “ 

30 10 0.198 “ | 0.268 “ _ — 
31 | 10 0.287 “* 0.440 0.800 0.799 


The results obtained in ‘‘zinc-free’’ media and with media con- 
taining 0.01 mg. Zn/L are shown graphically in TExT FIG. 4. 
There is, it will be seen, a perceptible decrease in the yields 
obtained with both strains with time. While experimental 
variations due to at present unascertained conditions tend to 
obscure this phenomenon, a survey of the yields for identical 
zinc concentrations cannot but make evident that the capacity 
for growth of the organisms in the presence of small amounts 
of zinc has decreased. Not only the apparently zinc-free but 
also the zinc cultures exhibit the same result. Whereas strain 
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W when grown in the absence of zinc resulted initially in a 
yield of 0.237 gram, and the Y culture of 0.546 gram, the final 
yields were 0.177 gram and 0.222 gram. Similarly for the cul- 
tures grown in the presence of 0.01 mg. Zn/L, the initial yields 
were 0.565 gram and 0.781 gram and at the time of interruption of 


£ 


5 10 iS 20 25 30 35 
Fic. 4. For explanation see text. 


the research but 0.287 gram and 0.440 gram for W and Y strains 
respectively. Other zinc concentrations display an analogous 
modification. 

The progressive modification of the growth capacity hardly 
manifests itself, it can be observed, in the higher zinc concentra- 
tions. That is, by adding sufficient zinc the characteristic maxi- 
mum yield of about 1 gram is obtained. A progressive change 
in the strains with respect to their sensitiveness to zinc would ex- 
hibit itself, it is rather likely, with higher zinc concentrations only 
after a considerable modification. The extent of the modifica- 
tion necessary would depend on the readiness with which the effects 
of slight fluctuation in zinc content at these concentrations could 
be perceived. 

The same fact is presented to us from another angle if we con- 
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sider the minimum zinc concentration resulting in maximum yield; 
we find that the numerical value of this concentration increased 
as the experiments progressed, or, as previously stated, that in 
this respect also the sensitiveness of the organisms to the action 
of zine has decreased. 

Inspection of TEXT FIG. 4 suggests that to some extent at least 
the experimental deviations should be laid to an uncontrolled vari- 
ation of the zinc concentration, or of other substances acting in the 
same direction. There is noticeable, for example, a decrease in 
the action of zinc (0.01 mg. Zn/L) as a rule when the simultaneous 
supposedly zinc-free cultures yield a weight below average. Sim- 
ilarly, the opposite-increased effectiveness of the action of zinc 
when the control cultures give a yield above average, is also 
evident on inspection of the curves for the twenty-eighth to thirty- 
first week inclusive. 

In casting about for the causes underlying this gradual change 
in the strains, the assumption was made, that it was due to the non- 
addition of inorganic salts to the peptone-sucrose agar used for 
the stock cultures. This at least occurred to me as the simplest 
and most obvious explanation. 

In order to test this assumption subcultures were made from 
the peptone-sucrose agar to other agar compositions containing 
various mineral salts. After three generations on the latter, they 
were used as usual for inoculating the liquid Pfeffer medium and 
the yields obtained compared with those obtained through the 
use of the standard peptone-sucrose spores. Thus transfers from 
the seventh generation cultures of the W and Y organisms cul- 
tured on the peptone-sucrose agar were made to a medium of the 
following composition: 


Cultures on this medium are referred to as 7W and 7Y. In 
appearance they correspond quite closely to that of a zinc culture. 
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The membranes were thick and wrinkled, opaque, and white to 
light tan in color. Spores were present only in small amount. 
The third generation cultures on this composition (7W3 and 7Y3) 
were used for the inoculation of bread cultures and these in turn 
for the inoculation of the cultures on the Pfeffer nutrient solution 
according to the usual procedure. The average yields obtained 
were (Exp. XV): 


Culture Vield 


Apparently, no modification of the two strains had occurred by 
culturing on this agar composition for three generations, in so far 
as the yield obtained in the Pfeffer solution to which no zinc has 
been added is concerned. 

An additional experiment gave similar results (Exp. XVII): 


W 10 Y 10 
0.0 mg. Zn/L...... 0.130 gram 0.0 mg. Zn/L...... 0.187 gram 
0.01 0.198 “ 0.01 0.268 
7W4 7Y¥4 
0.0 me. ZaL....... 0.109 gram 0.0 mg. Zn/L...... 0.175 gram 


The results obtained by culturing in a similar manner on an- 
other medium led to apparently the same conclusion. The med- 
ium in this case consisted of I per cent. each of peptone, sucrose 
and agar. To this were added the salts (already tested by being 
used in the preparation of zinc-free Pfeffer solution) in the same 
amounts per liter as in the Pfeffer solution (p. 10). The cultures 
on this agar were similar in appearance to those on the zinc-free 
Pfeffer solution, agreeing in this respect with the peptone-sucrose 
agar cultures. A series of subcultures (8W and 8Y) were kept for 
three generations on the above medium (— 8W, — 8Y) and an- 
other series on the same medium to which 10 mg. Zn/L had been 
added (+ 8W, + 8Y). The results obtained on using this mater- 
ial for producing cultures on the liquid Pfeffer medium, to which 
no zinc was added (Exp. XVI), follow: 
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0.085 gram 0.176 gram 


In all the cases given, therefore, there is no evidence of an in- 
crease in the yield on the standard liquid Pefffer medium as a 
result of carrying the organism for three generations preceding 
inoculation of this medium on agar media containing various min- 
eral salts—including zinc in some instances. This would indicate 
that the assumption made in attempting to account for the marked 
decrease in yields observed in the course of this investigation, 
namely, that the spores become impoverished in some essential 
ash constituent as a result of prolonged cultivation on peptone- 
sucrose agar, is improbable. The same conclusion is indicated 
by the result of Exp. XII, where about six months after the origi- 
nal separation of the two strains, cultures prepared by using spores 
of the original tubes (W1 and Y1) are compared with cultures 
prepared by using spores which had been on the peptone-sucrose 
agar for seven generations. The yields are practically identical. 

The thought of course lies close at hand that changes occurred 
in the cultural conditions as the experiments progressed which are 
responsible for the changes in the yields obtained. Unusual pre- 
cautions were taken, however, to maintain uniform conditions 
(see Steinberg, 6). By consulting the data given in the Appendix 
it will be noted that the individual cultures of an experiment (as 
a rule five flasks of a kind were prepared) are very uniform. It 
is also to be noted that throughout the maximum yield of about 
I gram per 50 c.c. of medium was obtained, provided the proper 
amount of zinc was added, showing that the capacity for growth 
as such did not decrease. The fact that the decrease in yield is 
most conspicuous in cultures to which no zinc or to which only a 
small amount of zinc has been added suggests that the supposedly 
zinc-free media are actually not entirely free of this element. 
Zinc is an extremely troublesome element to eliminate completely 
from the chemicals and utensils employed. It is perhaps ques- 
tionable whether thus far anyone has grown Aspergillus niger in 
the complete absence of zinc. In my own experiments it is con- 
ceivable that the pyrex flasks employed contain and give off to 
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the culture sufficient zinc (or other substances having a similar 
action) to influence the growth of the organism, even if zinc is 
not one of the ingredients entering into the formula for the 
manufacture of pyrex. On this assumption the decrease in the 
effect as the cultures are continued generation after generation 
could be laid to a leaching out of the element from the surface 
layers of the glassware. That the decrease would not be a steady 
one is to be expected from the well-known complexity of the solu- 
tion processes taking place when glass is in contact with liquids. 
In addition it is to be assumed that there may be other uncon- 
trolled sources of minute amounts of zinc, such as dust, etc. 
The differences in the behavior of the W and Y strains, as the ex- 
periments progressed, can be quite satisfactorily accounted for on 
the basis of the greater sensitiveness of the latter to the presence 
of zinc. 

It is, therefore, quite probable that the differences existing in 
the literature between the results recorded by different investi- 
gators can, in part at least, be attributed to the use of strains hav- 
ing different zinc optima. While furthermore, possibly, the pres- 
ence to varying degrees of unrecognized traces of zinc in the 
medium may have been an additional factor in producing these 
differences. 

In conclusion, through the courtesy of Dr. Charles Thom, I 
am able to include a description of these strains based on his 
examination of cultures W5 and Y5. 

“In both cultures the primary sterigmata measure 20 to 25 
microns long by 3 to 6 microns in width. The secondary sterig- 
mata are nearly uniform throughout the group and hence may be 
disregarded. The conidia are black when ripe, varying in both 
cultures considerably in diameter with an average of about 34% 
to 4 microns, sometimes 5 microns. They are smooth at first, 
later more or less rough. The roughnesses in strain Y are some- | 
what less prominent than in strain W. These differences are 
differences in quantity only. The nature of the reaction is the 
same in each. These stalks of strain Y run 1,800 to 2,000 mi- 
crons. In strain W they are about 700 microns long. They 
would therefore, fall respectively into section 2 and section 1 of 
Aspergillus niger as discussed by Thom and Currie, page 6”’ (7). 
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APPENDIX 


Yields of the individual cultures, generally five of a kind. The 
number of weeks stated in connection with each experiment refers 
to the time elapsed since the original isolation of the two strains. 
For cultural conditions see page 3. 


EXPERIMENT I 
Kahlbaum’s “Zur Anal.’’ MgSOy.7H2O used; 1 week 


wo yo 

No zinc o.1 mg. Zn/L No zine | o.1 mg. Zn/L 

* 0.910 gram 0.902 gram 0.509 gram | 0.796 gram 
0.219 0.868 0.510 0.804 
0.230 0.894 “ 0.531 0.809 
0.289 “ 0.910 0.607. 0.820 
0.942 “ ests 0.827 “ 


EXPERIMENT II 
Kahlbaum’s “*Zur Anal.’’ MgSO..7H:O used; 3 weeks 


Wr Yr 
No zinc o.o1 mg. Zn/L No zinc o.or mg. Zn/L 
0.302 gram 0.602 gram 0.516 gram 0.806 gra 
0.578 “* 0.535 0.830 
0.339 0.562 “ 0.546 * 
0.330 “ 0.528 “ 0.409 0.694 
0.335“ 0.554 “ 0.393“ 0.732“ 
_ 9317 0.565 0.480 0.781 
4 
EXPERIMENT III 
i 5 weeks 
We 
: No zinc 0.001 mg, Zn/L 0.05 mg. Zn/L o1 mg. Zn/L 1.0 mg. Zn/L 
+ 0.243 gram 0.335 gram 0.627 gram 0.861 gra 0.891 gram 
“ 0.397 “ 0.843 0.9047 
0.507 0.760 0.890 0.904 “ 
0.205 0.461 ams * 0.9290 eg13 “ 


* Accidental zinc culture. This phenomenon has been previously discussed (6). 
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—mg. Zn/L o.cor mg. Zn/L 0.05 mg. Zn/L o.t mg. Zn/L 1.0 mg. Zn/L 
0.312 gram 0.622 gram 0.867 gram 0.797 gram 0.788 gram 
0.347 0.686 “* 0.823 _ 0.822 0.774 
0.265 0.458 0.893 “ 0.825 “ 0.799 
0.263 0.618 “* 0.825 “ 0.790 “ | 0.804 “ 
0.303 0.620 “ 0.847 0.805 0.798 “ 
EXPERIMENT IV 
8 weeks 
W 3 
No zine 0.07 mg. Zn/L 0.08 mg. Zn/L 0.09 mg. Zn/L o.10 mg. Zn/L 
0.143 gram 0.833 gram 0.947 gram 0.935 gram 0.806 gram 
0.092 0.859 0.903 0.889 0.793 
=“ 0.685 0.893 “ o8ca 
0.106 0.786 “ 0.952 0.870 
0.144 “ 0.861 0.847 e352 
0.805 0.900 0.940 “ ™ 
Y3 
No zine 0.02 mg. Zn/L 0.03 mg. Zn/L 0.04 mg. Zn/L 0.05 mg. Zn/L 
0.307 gram 0.818 gram 0.757 gram 0.786 gram 0.819 gram 
0.377 0.836 0.831 0.848 0.857 
0.2906 0.855 0.786 0.828 0.875 “ 
0.369 — 0.856 0.846 “ 0.812 “ 
0.366 “ 0.856 0.794 0.812 0.872 “ 
0.844 “ 0.803 “ 0.806 “ 0.847 “ 
EXPERIMENT V 
9 weeks, no zinc 
W3 
0.127 gram 0.327 gram 
* 0.908 0.362 
0.078 
0.081 0.206 “ 
* 0.268 
105 


0.301 
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EXPERIMENT VI 
10 weeks 
W3 Y3 
No zine 0.09 mg. Zn/L No zinc | o o2 mg. Zn/L 
0.104 gram 0.822 gram 0.301 gram 0.822 gram 
0.095 0.862 0.264 0.921 
0.816 0.253 “ 0.874 “ 
0.139 0.792 “ 0.276 0.902 
EXPERIMENT VII 
19 weeks, no zinc 
Ws Ys 
0.133 gram | 0.218 gram 
0.124 | 0.252 
0.146 0.263 
0.140 0.250 
0.218 
0.240 “ 
EXPERIMENT VIII 
20 weeks, W 6 
No zinc 0.01 mg. Zn/L. o.1 mg. Zn/L o.5 mg, Zn/L 1.0 gm. Zn/L 
0.138 gram 0.298 gram 0.835 gram 0.817 gram 0.932 gram 
0.137 0.295 0.828 0.817 0.803 
0.174 “* 0.289 0.885 0.824 “ 0.972 “ 
0.104 “ 0.290 0.835 0.840 0.910 
0.125 “ 0.263 ™ 0.916 “* 0.958 
5.0 mg. Zn/L 10.0 mg. Sn/L | 15.omg.Zn/L | 20.0 mg. Zn/D 25.0 mg. Zn/L 
0.914 gram 0.880 gram 0.905 gram | 0.047 gram 0.944 gram 
0.932 0.869 0.871 | 0.860 0.952 
0.979 0.903 | 0.894 “ | 0.901 ons 
0.967 0.94t | | 0.014 0.943 
0.939 0.917 “* | 0.883 * 
__ 9.963 0.906 | 0.902 “ | 0.901 0.9045 


| | | 
} 
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EXPERIMENT IX 
‘ 22 weeks, Y 6 
No zinc o.o1 mg. Zn/L o.t mg. Zn/L o.5 mg. Zn/L 1.0 mg. Zn/L 
0.242 gram 0.270 gram 0.843 gram 0.808 gram | 0.854 gram 
0.180 6.248: 0.836 0.832 | 0.865 
0.203 0.274 “ 0.828 “ 0.825 | 0.843 “ 
0.190 0.256 0.798 0.835 “ | 0.864 “ 
0.208 “* 0.274 “ 0.829 “ | 
0.205 “ 0.283“ 0.823 “ 0.826 “ | o8s9 “ 
5.0 mg. Zn/L 10.0 mg. Zn/L 15.0mg.Zn/L | 20.0gm. Zn/L 25.0 mg. Zn/L 
0.750 gram 0.791 gram 0.700 gram | 0.706 gram 0.755 gram 
0.736 0.759 0.756 | @jag 0.725 
0.739 “ 0.774 0.760 “ | 0.739 
0.740 e773 “ |“ | ” 0.776 “ 
0.821 “ 0.759 “ “ 0.746 
EXPERIMENTS X, XI AND XII 
No zinc 
X, 23 weeks XI, 24 weeks XII, as weeks 
W7 W? Wi Y7 Yr 
1 0.211 gram 0.078 gram 0.170 gram 0.101 gram 0.270 gram 0.164 gram 
' 0.907 0.082 | 0.183 0.119 0.273 0.262 
0.196 0.091 0.148 “ 0.066 0.200 0.245 
on 0.087 0.123 0.098 0.180 0.198 
0.126 “ 0.086 “ 0.155 “ 0,098 0.218 0.216 “ 


EXPERIMENTS XIII AND XIV 


W 8, no zinc 


XIII, 26 weeks XIV, 27 weeks 
0.131 gram 0.136 gram 
0.135 0.200 “* 
0.139 
0.095 “ 
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EXPERIMENT XV 


28 weeks, no zinc 


Wo 7W3 7Y¥3 
0.184 gram 0.247 gram 0.110 gram 0.255 gram 
0.151 0.254 0.079 0.267 
0.178 0.194 0.168 0.2690 
0.161 “ 0.229 0.187 0.226 
0.157 “ 0.147 “ 0.262 “ 


EXPERIMENT XVI 


29 weeks, no zinc 


W 10 —8W3 +8W3 10 —Y3 +8 V3 


0.070 gram 0.145 gram 0.114 gram 0.167 gram 0.167 gram 0.191 gre am 

0.091 0.144 0.151 0.167 “ | 0.181 0.194 

0.104 0.094 “ o.108 “ 0.170 “ | 0.196 “ 0.163 

0.083“ 0.094 “ 0.178 “ 0.180 0.164 “ 

0.076 0.142 “ 0.103 “ 0.199 “ | “ 0.182 


EXPERIMENT XVII 


30 weeks 
W 10 Y 10 
i No zinc o.o1 mg. Zn/L | No zinc o.o1 mg. Zn/L 
| 0.113 gram 0.195 gram 0.179 gram 0.199 gram 
0.119 0.268 0.186 0.288 
{ 0.129 0.160 “ 0.179 “ 
0.150 “ 0.140 “ 0.196 “ 0.223“ 
7W4 | 7Y4 
No zinc | 0.01 mg. Zn/L ‘No zinc mg. Zn/L 
} 
0.115 gram 0.212 gram 0.159 grams 0.197 gram 
0.115 0.175 0.279 
“ | | oa | “ 
0.084 “ “ | 0.178 
o.112 “ 0.205 “ 0.186 “ 0.246 “ 
_ 0.109“ 0.166 — 0.175 0.222 “ 
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EXPERIMENT XVIII 
31 weeks 
: W 10 
No zinc | o.or mg. Zn/L 0.02 mg. Zn/L | 0.03 mg. Zn/L | 0.04 mg. ZnL 
| 
0.203 gram | 0.271 gram 0.386 gram 0.473 gram =| 0.525 gram 
0.174 “ 0.302 “ | 0375 0.477 “* | ages 
0.149 “ 
0.3196 
0.161 | 
0.05 mg. Zn/L | 0.06 Zn/L 0.07 mg. Zn/L | 0.08 mg. Zn/L mg. Zn/L__o.10 mg. Zn/L 
0.466 gram 0.704 gram 0.698 gram | 0.868 gram 0.722 gram 0.821 gram 
| | 0.695 “ | 0647 “ | a799 “ 0.779 
| | 
Y 10 
No zinc | o.or mg. Zn/L | 0.02 mg. ZnL 0.03 mg. Zn/L | 0.04 mg. Zn/L 
0.186 gram | 0.524 gram | 0.517 gram 0.578 gram  -—Ss._—«O0.«650 gram 
esis | 0356 “ 0.485 0.548 
| 0.228 
™ 
0.225 “ 
0.440 0.501 “ 0.642 “ 
mg. Zn/L. 0.06 mg. 0.07 mg. Zn/L_ 0.08 mg. Zn/L_ 0.09 mg. Zn/L__ o.10 mg. Zn/L 
0.674 gram 0.862 gram 0.765 gram 0.753 gram 0.765 gram 0.794 gram 
0.739 0.724 “ ase 0.785 “ 0.804 “ 
0.707 0.793 0.753“ 0.734 0.770 0.799 “ 


| 
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Paris. 


1908. 
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FIRST ROW. 
SECOND ROW. 
THIRD ROW. 
FOURTH ROW, 
FIFTH ROW. 


SIXTH ROW. 


SEVENTH ROW, 


Explanation of plate 1 


All photographs from Exp. XVIII 


W strain. 


Y strain. 
W strain. 


W strain. 


Y strain. 


Y strain. 


No zinc added to the cultures. 

No zinc added to the cultures. 

Cultures contain from left to right 0.01, 0.02, 0.03, 0.04, 
0.05 mg. Zn/L. 

Cultures contain from left to right 0.06, 0.07, 0.08, 0.09, 
0.10 mg. Zn/L. 

Cultures contain from left to right 0.01, 0.02, 0.03, 0.04, 
0.05 mg. Zn/L. 

Cultures contain from left to right 0.06, 0.07, 0.08, 0.09, 
0.10 mg. Zn/L. 


Cultures from left to right: W zinc-free, Y zinc-free, W 0.1 mg. Zn/L, 


Y o.1 mg. Zn/L. 
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Notes on some western Lichens 
R. S. WILLIAMS 


Having occasion recently to write up the labels for a collec- 
tion of lichens made in the Yukon region, in the years 1898 and 
1899, and also for a small collection I made chiefly in the Blackfeet 
Indian Reservation of northern Montana, in the summer of 1897, 
I found a number of unnamed species and also various corrections 
which it seemed to me might be made. 


SPECIMENS FROM YUKON 


The Yukon specimens were often in none too great quantity 
as they were picked up as occasion permitted without any previous 
preparation for that line of work. Duplicates of most of the 
Yukon collection I sent to the late T. A. Williams, of Washington, 
and to Miss Cummings, of Wellesley, and perhaps two thirds of 
these were determined by Mr. Williams, but no list published. 
Some years later another not very complete set was sent to Dr. 
R. Heber Howe and of these, determinations, partly made by Dr. 
Hasse, were published in the Bulletin of the Torrey Botanical 
Club (38: 287-293. I911). 

I now find in going over the original collection a number of 
species not seen by Dr. Howe and also some discrepancies owing, 
doubtless, partly to mixtures, lack of material or poor specimens. 
I shall first mention the Yukon plants not sent to Dr. Howe. 
They are the following well-known and widely distributed species: 


LECIDEA DECIPIENS (Ehrh.) Ach. 
Dawson, on rock, April, 1899 (49). 
LECIDEA GRANULOSA (Ehrh.) Poetsch. 
Hills above Lake Lindeman, May, 1898 (50). 
CLADONIA PYXIDATA (L.) Hoffm. 
Lake Lindeman, May, 1898 (4a). 
RHIZOCARPON GEOGRAPHICUM (L.) Lam. & DC. 
Dawson, April, 1899 (87). 
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RHIZOCARPON PETRAEUM (Wulf.) Massal. 
Dawson, very common (701). 
PELTIGERA APHTHOSA (L.) Hoffm. 
Lake Lindeman, May, 1898 (34). 


NEPHROMOPSIS CILIARIS (Ach.) Hue. 
Lake Lindeman, April, 1898 (76). 
CETRARIA ISLANDICA CRISPA Ach. 
Lake Lindeman, April, 1898 (75a). 
PARMELIA PHYSODES (L.) Ach. 
Dawson, common, October, 1898. 


One species referred to in Howe's list, however, I do not find in 
my collection, namely, that under No. 11 in his enumeration, which 
is called Biatora franciscana Tuck. This was part of my collection 
number 56; in what is left everything is evidently Lecanora 
calcarea (L.) Nyl., as determined by Dr. Hasse. 


The remaining notes on Yukon specimens are taken up in 
order, according to Dr. Howe’s numbers, and relate to changes, 
the numbers in parentheses being my collection numbers. 


8. LECIDEA TESSELLATA Floerke. The specimen (52) was 
sent to Dr. Hasse, and referred to Lecidea, but was ‘‘ too fragmen- 
tary for a satisfactory examination,”’ in his opinion. 

33. LECANORA LENTIGERA (Web.) Ach. On earth of river 
bluff just below Dawson, April, 1899 (64); evidently this, a fine 
and apparently rare species. Another specimen, however (87), 
questionably referred to L. crassa, under the impression that it was 
not distinct from L. lentigera, is certainly quite different from either. 
It isevidently L. thamnoplaca Tuck., not previously known north of 
Montana and but rarely collected. It was first obtained by Bo- 
lander in Nevada and next by Dr. Coulter in Yellowstone Park. 


34. The specimens under this number, called Lecanora thamno- 
placa Tuck., Dawson, April, 1898 (57), are all in my packet 
Lecanora fruticulosa (Dicks.) Ach. 

35. The two collections here referred to Lecanora pallida have 
rather too large spores for that species. One (63a) has ellipsoid 


spores 2 u, Which I should refer to L. tartarea (L.) Ach.; the other 
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(99), with spores 3 u, | should think Ochrolechia pallescens (L.) 
Massal. The spores of L. pallida (Schreb.) Schaer. are given as 
aa u; otherwise O. pallescens is very similar to L. pallida. 

36. Called Lecanora subfusca var. argentea Ach. This is cer- 


tainly the same as No. 34, or L. fruticulosa, previously credited 
in North America only to California, I believe. 


39. Called Lecanora epibrya’ Nyl. Dawson, July, 1898 (30). 
My specimens apparently not distinct in any way from the pre- 
ceding. 

40. In my set none of the specimens under this number (88) 
are distinct from No. 34. Lecanora castanea (Hepp) Th. Fr., as 
given in Howe’s list, does not seem to be represented. 


53. All poor specimens under this number (97), apparently 
charred by fire. They were doubtfully referred to Ephebe pubes- 
cens (L.) Fr. Collected at Dawson, July, 1898 (gr). I think the 
species is rather Lecidea globifera Ach., from which I believe Biatora 
Russellii Tuck. is not distinct. 

56. This is typical Solorina saccata (L.) Ach., rather than the 
var. spongiosa, which it is called. Collected at Dawson, August, 
1898 (35). The other specimen under the name S. saccata, from 
Lake Lindeman, May, 1898 (22), seems to be rather Pannaria 


hypnorum (Wahl.) Koerb. The spores are not more than > m 


¢ 

and eight in the ascus. Solorina saccata has spores mostly four 
36-55 
18-28 

Three other species referred to in the list proved to be inde- 
terminable in the duplicates sent out. I believe them to be as 
follows: 
CLADONIA GRACILIS CHORDALIS Floerke. 

Lake Lindeman, May, 1898 (6). 
BUELLIA COLLUDENS (Nyl.) Tuck. 

Dawson, December, 1898 (82), with no spores; Dawson June, 


in the ascus and 


16 
1899 (82a), with spores two-celled, about “— u, pale and eight in 


the ascus. 
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LECIDEA DECIPIENS (Ehrh.) Ach. 
Dawson, on rock, April, 1899 (49). A widely distributed species. 


SPECIMENS FROM MONTANA 


ENDOCARPON TORTUOSUM Herre. 

Near Big Badger Creek, Blackfeet Indian Reservation, Sep- 
tember, 1897 (92). This species was described by Herre in 1911 
from specimens collected near Reno, Nevada. I find no other 
record except these Montana specimens. The genus is peculiar 
in having oblong, muriform, brown spores, mostly two in the as- 


cus; in this species measuring about = Me 


ENDOCARPON PUSILLUM Hedw. 

Heart Butte, September, 1897 (zoo). A much smaller species 
than the preceding, closely adnate to rocks and forming black- 
ish discolorations. Spores similar to, and nearly as large as, 
the preceding, measuring about 
LECIDEA AMYLACEA Ach. 

Henry Mountain, Blackfeet Indian Reservation, August, 1897 
(95). Weseem to have in the museum no specimen of this from 
North America. It is credited to Greenland and to Utah by 
Tuckerman. 


LECIDEA ARMENIACA (DC.) Fr. 

Blackfeet Indian Reservation, August, 1897 (87); fruiting. 
This species has been rarely collected in North America, and not 
before in fruit, I believe. In many respects, the plant is not so 
very unlike Lecanora esculenta of Arabia, which is supposed to 
be the manna of the ancient Jews. The taste is evidently quite 
similar. 


ACAROSPORA RHAGADIOSA (Ach.) Fr. 

On perpendicular walls of sandstone just below the Great Falls 
of the Missouri, February, 1889 (90); in fruit. This appears to 
be the only collection made of this species in North America. It 
seems a well-defined species, known previously only from Europe. 
The determination was by Nylander. 
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ACAROSPORA CERVINA (Wahl.) Koerb. 

Two-medicine Lake, Blackfeet Indian Reservation, August, 
1897 (97). This is a small western species, on rock, with apo- 
thecia more or less immersed and the ascus crowded with minute 


spores about 4 nu. It has been mostly collected in California, 


under the name Lecanora fuscata (Schrad.) Th. Fr. This seems 
to be its most northern record. 
ACAROSPORA CHLOROPHANA (Wahl.) Massal. 

Henry Mountain, Blackfeet Indian Reservation, at 7000 ft., 
August, 1897. One of the most conspicuous of yellow, rock-loving 
species. The Golden Gate (or Gardiner) entrance to Yellowstone 
Park takes its name, I believe, from the quantity of this lichen 
covering the rock-walls near. 

LECANORA ATRYNEA (Ach.) Nyl. 

Near Two-medicine Lake, August, 1897 (90). The speci- 
mens more closely resemble some from the Pyrenees, determined 
by Nylander, than those from California collected by Herre. The 
California specimens are the only ones of North America in the 
museum, but it is mentioned in Miss Cummings’s list of Alaska 
species as credited to that region by Dr. Almquest. 

LECANORA THAMNOPLACA Tuck. 

Columbia Falls, November, 1893, in fine fruit (97); also col- 
collected east of the Rocky Mountain Divide in Montana. 
BLASTENIA FESTIVA (Fr.) Hasse. 

Near Forty-mile Creek, Blackfeet Indian Reservation, August, 
1897 (106). A small and inconspicuous rock-loving species. 
These Montana specimens appear to be the only ones collected 
outside of California in this country, but I believe are correctly 
referred here although the spores are not polar-bilocular as ordi- 
narily occurs in this genus. Hasse states that the spores may be 
simply bilocular. 


RINODINA CHRYSOMELAENA (Ach.) Tuck. 

Forty-mile Creek, Blackfeet Indian Reservation, August, 
1897 (116). This species has been but rarely collected and not 
before to the westward of the Mississippi, I believe. 

New YorRK BOTANICAL GARDEN 


| 

| 

| 

| 

| 

| 

| 

| 


Apogamy in Camptosorus rhizophyllus* 
ELIZABETH DoroTHY Wurst BROWN 


(WITH PLATE 2) 


The life history of Camptosorus rhizophyllus (L.) Link, in both 
generations, has been studied in detail by Pickett.| An ecolog- 
ical study of the prothallia has also been published by the 
same author,ft but no mention is made of observed cases of 
apogamy either in the field or in cultures. Neither has apogamy 
been recorded for this fern by any other investigator. 

The case of apogamy described in this paper occurred in a 
culture of the fern which had been made, along with cultures of 
other ferns, to determine if apogamy could be induced by the mod- 
ification of external conditions. 


MATERIAL 


Collections of the fertile fronds of Camptosorus rhisophyllus 
were made during the month of August from plants growing on 
the limestone cliffs of a glen in the vicinity of Ithaca, New York. 
They were allowed to dry by exposing the sealed envelopes, in 
which they had been placed in the field, to sunlight before an open 
window for about a week. For future use the envelopes were 
placed in a pasteboard box in the laboratory. 

Cultures were made by sowing the spores thickly on 26 c.c. 
of Knop’s full nutrient solution, to which had been added a drop 
of a I per cent. solution of ferric chloride, in small glass capsules. 
The formula of Knop’s solution is as follows: 


* Contribution from the Osborn Botanical Laboratory. 

t+ The development of the prothallium of Camptosorus rhizophyllus. Bot. Gaz. 
57: 228-238. pl. 12,13 +f.1-8. 1914. 

tSome ecological adaptations of certain fern prothallia—Camptosorus rhizo- 
phyllus Link., Asplenium platyneuron Oakes. Amer. Jour. Bot. 1: 477-498. pl. 
49,50 +f. 1-19. 1914. 
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After the spores had been sown the cultures were placed be- 
fore an east window and the culture solutions were not renewed. 


DEVELOPMENT OF THE PROTHALLIA 


Germination began in about one week after the spores were 
sown and the growth and development of the prothallia were 
rapid at first, then slower as the amount of nutrient solution in 
the capsules decreased. The size and shape of the prothallia 
varied greatly. In the more crowded regions only a few devel- 
oped into more or less heart-shaped prothallia, while the others 
in these regions were ribbon-shaped, irregular or branched. In 
the less crowded regions, especially near the margin of the cultures, 
more developed into heart-shaped prothallia. All the prothallia 
were smaller than when developed in cultures where the nutrient 
solution was renewed from time to time. Many of the prothallia 
showed the great irregularity of margin and the various types of 
marginal outgrowths described by Pickett. Antheridia in large 
numbers developed on the ribbon-shaped and branched prothallia, 
while the heart-shaped prothallia developed meristem which bore 
first antheridia and later archegonia. The latter evidently did 
not function, as no normal sporophytes were formed, although 
large quantities of antherozoids were present. 

In about ten weeks after germination began, an apogamous 
sporophyte was found on one of the larger prothallia near the 
margin of the culture, in one of the less crowded regions. Ina few 
weeks after the apogamous sporophyte developed, the nutrient 
solution in the capsules having been exhausted, new nutrient solu- 
tion was added. The stimulating effect of this new solution could 
soon be noted by the appearance and growth of the prothallia and 
by the development of a few normal sporophytes. However, this 
stimulating influence seemed of short duration, as the culture soon 
began to decline. A number of the prothallia in the more crowded 
regions turned brown and appeared dead, while no more sporo- 
phytes were produced. When the solution was again exhausted 
new was added and again the stimulating influence could be noted, 
but it was not as noticeable as it had been before. The prothallia 
showed increased vigor, although no more sporophytes developed. 
Many of the prothallia which appeared dead gave rise to prolif- 
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erations which developed into prothallia bearing antheridia. Thus 
by adding new solution from time to time when the old became 
exhausted the culture has been kept living up to the present time. 
Some of the prothallia appear normal, having a meristem bearing 


both antheridia and archegonia, while others have given rise to’ 


proliferations which in turn bear antheridia. 


DESCRIPTION OF THE APOGAMOUS GROWTH 


The prothallium on which the apogamous outgrowth occurred 
was somewhat irregular in shape and only one cell in thickness 
(Fic. 1, P). No sinus was present and at the point where one 
usually occurs in larger and older prothallia a marginal structure, 
or lobe, had formed (Fic. 1, L). 

The apogamous outgrowth began its development as a swell- 
ing in the region of the prothallium where the meristem begins to 
form. This swelling continued to grow, forming a cylindrical pro- 
cess several cells in thickness which became somewhat narrower as 
it developed. After growing for some time in this manner re- 
version to a narrow prothallus-like structure, only one cell in 
thickness with an irregular broadened apex (Fic. 1, AO), took 
place. At one point a branch, irregular in shape and itself show- 
ing a slight tendency to branch, developed (Fic. 1, B,). On the 
opposite side of the prothallus-like structure, near the apex, an- 
other branch was formed. This branch-prothallium was somewhat 
elongated, one cell in thickness with a broad slightly heart-shaped 
apex (F1G. 1, Bz). Rhizoids developed from some of the marginal 
cells near the broadened apex (Fic. 1, R). On one side of the 
elongated part of this branch-prothallium, the marginal and ad- 
jacent cells were smaller and more numerous. From this region 
an archegonium, normal in appearance, developed (Fic. 1, A,). 
The venter of the archegonium was not imbedded in the tissue of 
the prothallus but the whole archegonium extended beyond the 
margin of the prothallus (Fics. 2, 3). 

Two archegonia developed on the apogamous growth near its 
point of origin (Fic. 1, As) and just beyond this point a cluster of 
tracheids was formed in the tissue of the outgrowth (Fic. 1, T). 
As well as could be observed, owing to their imbedded position, 
these tracheids resembled those of a normal sporophyte. 
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DISCUSSION 


Experimental data on induced apogamy would seem to indi- 
cate that bright light and insufficient moisture for fertilization 
were the controlling factors for the forms studied. In this partic- 
ular case an insufficient food supply seems of greater importance 
than these two factors for the following reasons. Apogamy was 
never observed in other cultures of this fern under the same light 
conditions where the nutrient solution was renewed frequently. 
The prothallium upon which the apogamous outgrowth occurred, 
while developing near the margin of the culture, was crowded by 
other prothaliia and shaded by them. Sufficient moisture for 
fertilization was available, as the prothallia deve!oped upon a liquid 
medium. Later, when the nutrient solution was renewed, thereby 
supplying sufficient nourishment, normal sporophytes developed 
in the culture, although conditions of light and moisture remained 
unchanged. The fact that the part of the apogamous outgrowth 
which was last to develop showed a reversion from a more or less 
complex structure several cells in thickness bearing tracheids to a 
simple prothallus-like one only one cell in thickness and branched 
indicates a lowered vitality of the outgrowth. Goebel considers a 
reversion to a juvenile form as being the result of unfavorable con- 
ditions. The unfavorable condition in this instance was doubtless 
an insufficient food supply. However, the effect of this factor in 
inducing apogamy will be discussed at a greater length in a future 
paper on induced apogamy in Phegopteris polypodioides Fée. 

Since only one case of apogamy was observed in the experi- 
mental cultures, it would seem that apogamy is of very rare occur- 
rence in Camptosorus and not easily induced. 


Explanation of plate 2 
Fic. 1. Prothallium showing apogamous outgrowth, X 120: P, prothallium; 
AO, apogamous outgrowth; A:, As, archegonia; T, tracheids; B:, Bs, branches; R, 
rhizoids; L, lobe of prothallium. 
Fics. 2, 3. Surface view and median optical section view of the archegonium 
borne on the margin of the branch of the apogamous outgrowth, X 275: N, neck; 
C, canal; V, venter; E, egg; P, prothallium. 
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